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rtft*»c»u. ni&Bn******^******^****^* mm* 
tiftPiA**fo^**M&**^*^^^^^ M ^ mRM ^ 

fcfr6 % M±C*«rt*llil« t »«^^- h * in vitro 
*«. cnST^mrtfi^fla^iiJi^^^^ 1 ^^* 1 ^ 0 ^^^ invitro-?!* 
t©*»#»IBS ntfi y (Hyldahl L: Primary cell cultures from human 
embryonic corneas. J Cell Sci. 66: 343-351, 1984. Senoo T, Obara Y, Joyce N: 
EDTA: A promoter of proliferation in human corneal endothelium. Invest 
Ophthalmol Vis Sci. 41: 2930-2935, 2000. Miyata K, Drake J, Osakabe Y, et al.: 
Effect of donor age on morphologic variation of cultured human corneal 
endothelial ce.ls. Cornea. 20: 59-63, 2001 ). 
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K: indication for precursor cells in the adult human corneal endothelium. 
Invest Ophthalmol Vis Sci. 42(suppl): S274, 2001.). ^t, ftH**tt* 
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t*btii±*m*&mm» ******* urnm********- 
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**W*6l*a±©ll«Cti*««*W*S'* : - in vitro T?©* 

jf&Z&PHslZo ^-f.nUiPi&m^U^s in vitro Tig«UTit§5ii£ 
igmufc«£*Bft^ ill*"* SfiB'k&S-f 3£«hfcJ;-3T«&g 

**u collMo»it«l/)tti:*4*»*««*«* lltMo,lM 
[1] 37-y>lt, Ka5-y>Ji±lcraj*;*ftfclBl»J^*o^ 

[3] ii(ii a 7-y>i«f±«***i/fc*«*6ft*» [i i\zmm<Dftmto&. 

ho 

[5] flaiBaaiias^-emitTfes, ci ]~[4]©i%rti*icia«0*«*ft* 
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[7] «*g|rtfta*©IB*0W*»*#****^*** [1]~[6]©U 

[i o] we^yy^woflkic, ^fy^ws, [9]iciEtto^Birt 

[1 13 HEXTy^cJCJJl^ MSHI*tMUfc»l=**«**' c 
[1 2] mllEX^^^ 0 *U»T©5iyy^**^«*- C93XI4C1 0]CE 

c-3)fi»IEIBttl»*5S*3 9-y>Ji±C»»"^*^"^ , >^ 
[1 3] [9]~[1 2]Ol^n*CE*0 

25 ftmrtfit*^- h©f^»*at. 
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WO 03/092762 



6 



PCT/JP03/01515 



U 4 5 



m w * tc nb <om. &<o mm 

S o 

(i)Maa*-a«a ctii***©*****"***. 



WO 03/092762 PCT/JP03/01515 



10 



w^fcofciirtifciiBM^flMfci** h«f^«-e« ^oooM/mm 2 ^*? 
n. *«. Ant^fcicfcTu. *xti*]eiiki:«»-c* 2,ooo~ssj 3,000 mm 

5 JHcfc(t<5 2,000~#l ^OOOW/WT'&SC^tfSSU^.^I^ 

*A4U->Kl>h <*«*> <tr-5^^lCli^ 2,000 — 3,000 $Ufe/mm'-efc 

l\TI**ft*«ia-r*li»tt**3EK !llinuTfey ' CftlC«fcoT*H«ltt 
tfHttStu *fcftBlOvK^liSI««« { ia«H=^*ft* <t ^ A&tlTl ' 50 u 
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WO 03/092762 



9 



PCT/JP03/01515 



rpm (30g) -1000 rpm (70gK 1-10 #£Plf * d fc#T#*. 

i&WlC^ 5X10 5 S|ifla/ml~20X10 5 ^Ba/rnl ©IBMft**^ 

' cM*«ll»ft*m«ti«« JlfcftlCC****** 1 * 2,000~fcl 4,000 *BJfc 
/mm ^^B^^SnSJ:5lC^^^1m» i *fcy^ 3,000^^ 7.500<@, 

$?£U< tttt 5,000 <i~ 7, 500 ig§li±SH©*] £ 

«b«ia:*««» <W*.tf3~2l H»-e*«. 
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ftmrt^$fflB&03^« (flams*, aitt^ atfa5-*>*-tw*«* 
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^liflaiCli^JxIi. 10T1/2i^iKl^aa^ (Hyldahl L: Primary cell cultures from 
human embryonic cerneas. J Cell Sci. 66: 343-351. 1984.), 3T3 *fflJfe 
^**3T3»*L T 1 ?^ NIH3T3 SHBtiL 3T3J2 fcIimH«ll8&fc 
10 0-5 C £#"C#-5o 

MM 9 A: £ IC «fc o T -b ft e> C <!: 3 - 
25 3El*«»0«i»«Kl*«*tf» * ixi0'fl/ci'fil±, #£U<IS$*I 1X10><@ 
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«. aciw^nfcAii*******- RtfaBrtftHM*****- est* 
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ms.* m * -a ^ £ c * -3 Tstia-r s - £ * * • 
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20 <nnw3> ¥j&<d&& 

jglCli 50%*W**^U-tP-^ DMEM (Dulbecco' s Modofied Eagle's 
Medium: GIBCOBRL *ti£) U fc. « tlfc«©«ffl MB I* 3 * £ £ U » 

25 )MIB3&«ia«ftl««ai*B»bfc. 
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yt-urt©ai^u >mmmm (pbs) -v+ttc&t 

5 ^U7to^fe^^0.02%EDTAj§jg (Nacalai tesquefct) IC 2 mm ZTCXU^ 

cell scraper (Nunc *± USA)£ffiOT*8*S#llC±&£itl|lgU> SiOSStUT 

io <nssff!i5> t r-HMrt&naji&oisui. ®mm& 

ftL/^:^v 35mmtggjmicSmU, * ;U*> 9 A O PBS T? 2 b 7t5r * 

*/1--tf (dispase) 1ml (g**ja& 1.2 U/ml) ICT 37*C> 535 C0 2 O&frT 60 

^jg£*D*.T:£;$g 5 ml tisfc'4k* I.OOOrpnu 70g, 3»©^ftTg/C>Ufc. *S 
gjfclCli DMEM (GIBCOBRL ft 81) IC 1035 FBS (* H *t!im**5£#t±i2) » b-FGF 
(Invitrogen fttD 2ng/mk ^ — ->0> (50 U/ml) - X H U ^ h T -< > > (50 

bZftfr 24 7XiSSinilcSr@U, 37t. 5% C0 2 (D^tt"?^ L . 48 B#T^ 
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U y->>(trypsin)-EDTA* 200m I 37*C.5% C0,©*frT? 3^F B 1^®L/b„ 

fcft. 15cc*ifr^-a-^IC«»M***l^ I.OOOrpou 70g. J#0*frT«* 
IVM3 7-<7*>H- hStlfc 35M**Hlfc:*«U» 37^C. 5% 



f^*«*lfclHtt* 0.05X trypsin-EDTA iCtS&IUfct, $H Jfc£fc£ * O > 
h bfc. *l^i6Ml/T±t***»* 2.0X10 6 fli/ml 
tft«J:5C*t«iMbfc. »6tifc*«l»ai**«l^*«rt**« l «* 
UTO¥llRTf^«Ufc. «*»A£UTI*6 7*IB*]nL (Corning tttt. NY) <fc* 
;U5 l^_^ (culture i nser t : ig^i? A^fs* jKU*— ▼ 

^#7^X3.0/1^ Corning fttt. NY) *JIH*fc. ig«iSf*±IB-e^ffl Ufc *> 

-hrtCW 5 f ooo «/M«ia:*J:5tli*»»«««^fc. «£m* 

»<£>*» (kendrofctii) *Jfl^T I.OOOrpnu 70g. 3#©^tMl/fc. 

37°C. BXC0,«>*fl:-C*«U«:. ^(Omm. 14 HH©*«-Cliil«*««» >.00fl 
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M«i7t*««n*M«» 2.0x10" «/■» 
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ITt:.5XC0 I O*fr-Cttl4B«»«U*:i:C**«±t**fc«««=a«tttt* 

■ 0******3**: (Hi A). »&**«**©*»****■ I'*"* 
3, 340 fl/n"V* U • 7 *»&***»■**««>«■«** <■ 1 B) » 

mm****-?®****^**-** ***«;*j*r***i** 

m* Hei****©****^***""?**- fr^V- 
W 4 n , *©±|c<mi«!ft«ift336MB«**l««»« t *«ft*- **5«** 
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writ. *«rt*»5/-h**«ufc*«Ti*:3>hn-*» (@3A) atf 
ami* (B3B) icjtttufc»n©ea*«B»6n» sfcSWtt^stiT^fc 

izmmzm-tz c ttf^&s tut. ii&»i*Jii^*iic*«' 
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msi (6®^. <D&Wk <**h*M) mhsmmu* 

m<Dnn%tm&te&.mmm&&tbTV}mistco $>%^itmm 7~8mm 
aartAMMfejctf^^M©****!*^*. MJsas-ew&njfcftMrti* 

IP, ftMMtt«rSK:9t^U-ci^. 

mmzntc. IP*. ±ao*aicj:yff«an*AMrtft«^-n*AMrt*© 
*/mri=££*>* M$nfcAMrt&aaiiao**<a^«:i*'^«ifla«i:®**^ sa 

(3? &Jf*S*£ *> c © 5B W IC # * n -5 o 

MM±©«iii©pr«it 
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